The MACS Cytokine Secretion Assay technology allows detection of secreted cytokines on the single cell level and sensitive isolation of viable cytokine-secreting cells. In order to label IL-17-secreting cells, a single cell suspension of mouse splenocytes is prepared and stimulated at 37°C with PMA/ionomycin to induce cytokine secretion. To stop secretion cells are then placed on ice and are exposed to the IL-17 Catch Reagent a bi-specific antibody that binds to CD45 on the cell surface of leukocytes and to IL-17 as it is secreted and caught near the cell surface. Secretion is then re-started by increasing the temperature to 37°C and IL-17 is trapped by the Catch Reagent. Secretion is then stopped again, by placing cells on ice. To detect the trapped IL-17, cells are incubated with a second IL-17-specific antibody conjugated to biotin and an Anti-Biotin-PE antibody. Cells can now be directly analyzed by flow cytometry or prepared for isolation and enrichment by subsequent labeling with Anti-PE conjugated MicroBeads. Make a buffer containing PBS with BSA (0.5%), and 2 mM EDTA. Because air bubbles can block MACS separation columns, the buffer needs to be degassed and stored at 2-8°C before use. 2. We use RPMI 1640 medium containing 5% mouse serum. The culture medium should not contain BSA or FCS, as these compounds will alter the specificity of cell stimulation. 3. The Mouse IL-17 Secretion Assay -Cell Enrichment and Detection Kit from Miltenyi-Biotec. The kit contains the following components: the IL-17 Catch Reagent, the IL-17 Detection Antibody (Biotin), the Anti-Biotin-PE, and the Anti-PE MicroBeads.
